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(54)Title: MONOCLONAL ANTIBODY INDUCING APOPTOSIS 



(57) Abstract 

A monoclonal antibody which is an antibody specifically recognizing human 
integrin associated proteins and is an antigen inducing the apoptosis of nucleated blood 
cells having the human integrin associated proteins. Therefore, it is useful as an antibody, 
which specifically recognizes the human integrin associated proteins, in discriminating 
and identifying these proteins. Owing to the effect of inducing the apoptosis of nucleated 
blood cells, the above antibody is also usable as remedies, etc. in the fields of, for 
example, treating myelocytic leukemia and lymphatic leukemia. 
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- - ;$;^BJ3{i N Integrin Associated Protein (I 
(rG-CSF) fcfc, ^t3TOi*^«©^bs «£{£M£^£«H^ 

mk^mm^nrnm^m s u r^H«^/r b& fg-csfcj; §3t«tfe 

» (CF-1W ^ISteU {^?>3gJfilP^M«^ffl^T^©3gJ6l^fg^W 
Ifeiic^ in v i t r otonnr — ^JgtfStt^J^ i n vivol!© 

msk^mm^m^m^tz CBiood, so, 1914 ( 1 9 9 2 ) : 0 
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io u fifflrso 

££13, fuIBBMAP- 1 Wlil-^KIto^ttit mm$&M?v 
— — >y (Direct Expression Cloning) tcj;^ v 
WIntegrin Associated Protein (y^^IA 
P) (Genbank N Accession NumberZ25524) 

15 £^£:£jttiib£o 

£t>lz, mlHBBMAP- ltrt#:©#ffl^s I APMfiAtfelM 

k a t lit:, nm^X D I AP«fs^£a$AU V)^IAP«t 

§l»(Recorabinant Jurkat Cell) £f1^U B 

20 map - ltfifocD ^m-? o * i APmmmizMT&im%MT sm&xxfyv 

h U-^.fcSDNAif^'fbcD^m^^D^bfe (^II¥9 — 6 74 

99), 

lM±©^nM{-^"^^-, t^ffllntegr in Associated P 
r o t e i n (WTt h I APtTZ ; J. Cell Biol., 123, 
25 485-496, 1 9 9 31:7^ J MB*.!* X Xfi&SMmmZm ; J o u r n a 
1 of Cell Science, 1 0 8, 3 4 1 9 — 3 4 2 5. 1 9 9 
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^%B^#li:. thlntegrin Associated Protei 

-f&fo^K ^^§BJ]yu thlntegrin Associated P 
rotein (tHAP) («^WJ;V'J>^ 

fazmm^; tv-j-^vim^ nm^^m^^w w^sm©^* 

£ £> Integrin Associated Protein <Z)^t£ 
£VT&, 4 y=r?V XDaV/3 3©/?it^laV^ 3 t^OVJJy K (L 
15 igand) T^5thD^^f> (Vitronectin) £©f£i^r£££f 
-f (J. Cell. Biol. , 123, 485-496 (1993) ) N 

^f^ltJtof^ ^ CD^m Ul&mrtJ^^ C a ^cD^tA^M^-r Sftffl ( J . 
Biol. Chem. , 268, 19931-19934 ( 1 9 9 3) ) , *5 

imu^^\ia.^^mmT^^h^^T^{m^m^nx^^if (p r 

20 oc. Natl. Acad. Sci. USA, 92, 3978-3982 (19 

Jf-mm^i^^J Z u —i- thlntegrin As 
sociated Protei n§MClitl.^#:T»fe5o tot, t 
25 hlntegrin Associated P r o t e in©IL M^IS 

-T 2» *tf& £ # f & & © Tf & & o 
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£ t> \Z S ^^m<D^ J 9 P — j-)l#ifk&s thlntegrin Assoc 
iated Protei nStt^WiJS (#ffi^«Bje*«fcU f U 

• - (apoptosis) Wo ?f>DNAW^l/tV- A#fft-e«J»T 

ell, 66, 233-243, 1 9 9 1) s CD43 tfiVf (Blood, 86, 
10 502-511, 1 9 9 5)sJtlHLA Classlal Domain (B 
lood, 90, 726-735, 1997) inffc^fe 52^ lf*%m\^Z>, 
Integrin Associated Protei n ^WMt' Ztfiifcif^ 

mtitf&mmzTtf h—^^^m^^^-D^^xi^i^^nx^^^^o 

X, Z> J P ti — ^-;i/{ru#:(i, Integrin Associat 

15 ed Protei n^#MW(:IM^d:^-e$. ^ tfc^ Integri 
n Associated P r o t e i n £Wf 5>WMM« (#M^» 

)\/$Mk%m%~r& : b<DtLxfem£ti2>o 

£ D b < tt> 2t^0Jfcfcs Integrin Associated Pro 
tein (IAP) £WT 1— >X (apoptosi 

25 s) ^si^i-^^y ^D-^-^^^ti^-r^feOT^^o 

£ lz s ^l$&1&MI± s Integrin Associated Protei 
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n (IAP) ^II5IW«I:7*' h— i/7 (apoptosis) 
- - %fz, ^MBWfcJu ±M<D^7 ±)}/ffib&mgzt%>t\4 7 V K— 

{3 r h - s/ * &i§® i" § ««a t %> in e Mm^mm % mm ? & & ©-c & § 0 

Elltt, HL— 6 0 1»0mR N A D M bfe c D N A^p P C RSt" 

15 — (M) , thiAP (l) s fiytyj-y ( 2 ) ^^f 0 

E12tt, t M AP£«£-fe?-£L 1 2 1 0«©tnCD4 7 «fc S b 

MAPOlII^tSt^So b— ^fcb *tifcbtpCOSlO»*lfe 

mifcL 1 2 1 osB!ii&£^-ro 

13^ b h IAP^l^tfeL 1 2 1 OjMJI&CDirCCD 4 7*i5t 
20 h I A P So b— ^fciu b h I APifrfs^^ALfeL 1 
2 1 OJjfflflSTfiJI^frfcb h I APO^S^JiflPbTV^SCl^^^-ro 

04^ ^v^X-e^ift^ffiB^^TEI^feSo £08© b— ^fcb Inta 
c t L 1 2 1 0« o £rfl!l©b— ^lit h IAPM^tfcL 1 2 1 Oflfl 

25 ^^-To 

121 5 tts >W :7U F-^©tg#±vi^ffl^TCDJi^iWII^ (Jurkat 
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mm) s^ti-e^Sc 
mei±, >\4 7v f— ^<n^m±M&m^x<DMm#mm.WL ( a r h 7 7 #hi 

■ - 0 711 ^ilitctSJurka t h — S^IfMfffl 

5 (pi n^tc j; sjujit) ^^-run?^ ^ > nm t ufc 8 g 2 ©j§*i±M©*&£© 

^m^^1"o R 1&T*° >*©Ifc^ (%) 7. 4 3%T-££o 

EI8&, tg«±?i(3 J;?) J u r k a t Mm^ftT h-^I§|e#ffl 
(P I l&fe^SMff) ^^-Tlll-r^^s 7 D 2 -E 3(DWj£rCD^m%m-fo R 
1 !i7^ f — i/XCDifc^ (%) ^^U 9. 8 4%-£&3o 
10 0 9 ig#±»(3J:?) Jur ka t$Mc*t-r3:^ b — ^^MM^m 

T*°h— >^©it* (%) 15. 3 2%?fe5o 

( p 1 Wi&iz <t zm%t) &^-r ia-£& t> ^ nmt 8 g 2 (Dmm±m<?)m&(D 

15 ££H£^-fo Mltt7*'h-^^0ib* (%) 6. 9 4%T&3o 

Ell lfciu tg#JifiicJ;^HL— 6 0«i:^t57# h— ^Xf^BfM 
(P I^fe^ct^gfff) ^^-rS^feDs 1 lC8©l^©ISIS^t 0 Mitt 
h— (%) 12. 16%T$>So 

EI 1 2 AH KM— 1 0 2 <h H L — 6 0 MMt<D±ti%mm-£(DT-tf b — 
20 ©#*t (TUNELS) LT 9 C 5 ©tgii±^£J^fe*£JJI£^ 

El 1 2 BJ±, KM— 1 0 2 h H L — 6 0 «^©±ttg«^-£©:F*° h—>X 
©JHflr (TUNELS) Mtbt 9 C 5 ©t^#±vS^fflV>fe^^^ 
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El 1 3 Afc*> KM— 1 0 2 hEL — 6 OmUtCD^mmm^OT^ Y — isT, 

cornm (tunel&) 1 1 c 8(Dmm±m*m^&mm:&m-f&mn 
5 mzi o (M5-e&&° 

EI13BI1 KM— 1 0 2hHL-6 0 «h ©#*§*!£ -£©T^ h —>*© 
$Pfjf (TUNELt) "e&tK 1 1 C 8<Dl%M±.m&m^fcim$k*^Tti7-m 
ai?It*$^o TUNE LPl'Mfla^H 1 2 i D^^flto^tL^o 

10 $lilOOMSo 

Ell 4J1 ;W:7*U F--7ft7D 2-E 3&J;tM 1 C 8 J; DfitM^nfe I 

gGSSDS • P AGE(ZJ; »3^bfe^^^-rmmr;lci!j^mT'$)So £HP Jl 
(M, M' ) , ^I^ft-eOx-'i'XIgG (^o d p) (1) s 7D2- 
E3 (2), 11C8 (3). M75^tr©vr>^ i g G (|I B ^) ( 4 K 7 D 
15 2-E3 (5)s 1 1C8 (6) *^-?o 

015(i, HL-6 0«£ffll\ CD4 7 ©«£ 7 d -1M h^< h U- 

EI16&, Jurkat«E\ C D 4 7 CD$£M1t h p< h V 

20 01711 tMAPS«emtfeL12 10»(L12 10-hI 

AP) %m^tz (7 2B$m>*:x^— >a>) h-^^MSHftffl^^-Tfe 
®>(Du> hn-^iil/t, ml gG (1 0/ig/ml) ©^JJI^-To 

018it b f I APSil^iAU/iL 1 2 1 0«ffl^fe (721$^ 
>^i^— Sxa>) N MABL- 1 ( 1 O^g/rnl) ©T^h — i/ZMMff 
25 ffl^^tc 

Ell 911 b h I AP^jlfE^AbfeL 1 2 1 0«£ffl^£ (7 2B3H0 



7 



WO 99/12973 



PCT/JP98/04118 



<i >Jtj.^->>3 » N MABL-2 ( 1 0 ju g/m 1 ) CDTtf V -is^MMft 

h — ^XMMftR\%mi'tz&>(D^> b D— LTs mlgG (10// g/m 
1) 0^i^7nir o 

M2 lf±, JurkatlM^fc (4 8B#F^ >^^—>3>) > M 
ABL-1 (10/zg/ml) ©7^h->^l)lS^ffl^to 

12 2^ Jur ka t«£ffll>£ (4 8 >^j-^— >a >) , M 
ABL-2 (10/zg/ml) ©T 7 ^ h— ^>7.1;£efM£^-fo 

K2 3fcJu t h IAP^IfefiAbfeL 1 2 1 0« (L 1 2 1 0 -h I 

ap) ^ffl^fe (7 2»>Jra^-^>3» T^v—^^mm^m^rrz 

t&cozi y h d — UTn mlgG ( 1 0 g/m 1 ) ©^Jg^-To 

12 4fts F aMbbfeMAB L- 2 ( 1 0/ig/ml) i^V^ t M 
AP^fs^iAbfeL 12 1 0«W§7^ h->>^lMS^to 

13 2 5t±x Fab^fbbfeMABL- 2irt#:c7)SD Sam^ttf^^^-To 

HI 2 MABL-2 T"ffil U fei^t tlfi b fc Cl t ^ 

El 2 7 ^»J5(2)^j5(tSEL I SAO^^^to 

EI2 8&. F (ab' ) 21bb£MAB L - 2 £Mgbfc%£fc£#SHP^ 

i2 9(l F (ab 5 ) 2'fbbfcMABL- linffcs St/MAB L - 2#i#: 

CD s d sm«sj¥*^^i-o 

EI30tt, MABL- ljSitFMABL- 2 MsgbfcffHc^T. J&f^t 
b I gGmS£-ov>T|ie)ft£SM&#Pfiji]s ^B^m^^-To 
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|§o "T^to^N -fc%m(D^: J Zu— j-)]/$KmZ, bUntegri 
nAssociated Protein &J8tfs irtlfi h U %mtnm%M1%& 

{^f^tnJP i: b1\ tMntegr in Associated Protei 
n£v^x6«|fflJ»L 1 2 l 0*t?8S^tfe|Mj|t#»§ffiffi 1/h 

^1/ 2) o 

£\ BulB^fftrCMilbTtts tuHBL 12 1 0»»ife*flSiajfiK:|8&1\ thin 
tegrin Associated Protein (IAP) $ 
S^&RNS-fbSJeDfc h I AP^ffifflTS- ^&^CTi6TfetK tuHBL 12 10 

t g & h f -s ^ j z p — ^i/tfitt&fNK-r s c t % nmx & & 0 
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£fc, ft&fcfcs -m&O^mzX tk flUKs Biffdt Kntegrin As 
sociated Protei nSMt-SL 1 2 1 0»mx.^«^^ni 

iSgJ:bT^ ©*ffl]|S8k 0iUfc^ P3 (P3X63Ag8. 

6 5 3) CJ. Immuno 1. , 123, 1548 ( 1 9 7 8) h P3-U 
1 (Current Topics in Micro — biology an 
d Immunology, 8 1, 1 - 7 ( 1 9 7 8))^ NS-1 (Eur. 
J. Immuno 1. , 6, 511-519 ( 1 9 7 6) ) , MPC-11 CC 
ell, 8, 405-415 ( 1 9 7 6) ), Sp2/0-Agl4 (Natu 
re, 276, 269-270 ( 1 9 7 8) FO (J. I mmun o 1 . M 
eth. , 35, 1-21 ( 1 9 8 0) S194 CJ. Exp. Med. , 
148, 313-323 (1 9 7 8) jfeitfR 210 (Nature, 27 
7, 131-133 ( 1 9 7 9) ) ^**ffltfiffl*n5. 

^Jli/z-fj >^ (Milstein et a 1 . ) (D^m (Metho 
ds Enzymol. , 73, 3-46 ( 1 9 8 1) ) mizWbXfto Z £ft 

(PEG) N •fe>^V r >^;i/X (HVJ) m&&m£tls flffSCtDH^- 

^ £ to £ to ^ * x ;u * K ^ ©iilJ £ -f 5 z t & 
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£ru ffe37 °c*ijgMSbfc p e Gi«s #>u«\ ^mfr^-m 1 , 0 0 0- 

6, 0 0 0@jg©PEG£, M^s i&lfefciiSft 3 0 ~ 6 0 % (W/V) ©rlST*^ 
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Ts hhlntegrin Associated Protein 

%^m#)lZ.mm-t2> ; b(D-e&<D, bKntegrin Associa 

ted Prote i n £WiT SW^JfaMBflS (MlMfflM it/ U £ 
Ttfb-^X%Mj&TZ>&(D-£fotH£&i^o VkZ>mftmnZ-l-£, Fab, F (a 
b' ) 2 , Fab' W^^c £t>lz s l&Z,Wtft(Ditm±^^-( >s ^? % > 

±13^6 y^D — bhlntegrin Associated 
Prote inMISU #ttJfo«aMJISfc:r# h— S^SStj&r l^lifc I 
A P U W^iMiiSMc 7* # h - $/ * £ ne-r 5 ^ 7° ^ H *5 «fc W£#^ f b 

hMntegrin Associated Protei n^^Sfitl 

£<bk: N ^B^©^ y ^ D - Wtt t M n t e g r i n Assoc i 
ated Protei n&m?2>m&thW.fflm (#fil£»£<fc^y WW 
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&m m (Dfi-m iz & u x m m & &mmm t l t m u# s & © t & & 0 
^ *5 J; if u > > Mi a \kmmwM$m t l t & -r § #> ©m^es ^> ^ ^ a 

5/ig - 5 0 Omg/kg©tBHT&£d^»£b^o 

miz.m^fi^>^(Dx\±t^o 
(i) mft%mh&m.& 

mWVmh^Xs DBAv^^ft*OfiJfiliiWL 1 2 1 0« (ATCC 
CCL-219, J. Natl. Cancer Inst. 10:179 
-192, 1 9 4 9) CbMntegrin Associated Pro 
tein (IAP) ^m%M\^tzmUW^m^xm^m^n itzo 

t h I AP (DMfc^tes HL-6 0«@tt©mRNA (CLONTECHtt 

so ctDf^MufecDNA^^M^bTt h i Apmmm^mmin^n^y'^ 
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■i T — (-tz>X • 7 7^?- £bT&s GCAAGCTTATGTGGCCCC 

TGGTAGCG^ T>5^>X • LTtts GCGGCCGCT 

CAGTTATTCCTAGGAGGWLfco ) fcffl^fc PCR £<fc D t M 

•AP^illlbfe (ID o 

oOPCR»^o-->^7^-pGEM-T v e c t o r (7°P^ 

#*tso ^m^ix^^ajM 1 o 9 (^ti^^m) tf7>x7t-^-^3 

>U InsertDNA©iiS?iJ^DNAS'-i'i>f- (3 7 3A DN 
A sequencer, AB I *±M) JiTSt!^ »7^-pC0S 1(3 

mM^ZZ — P CO S 1 pEF-BOS (Nucleic Acids 
Research, 18, 5322, 1 9 9 0) ®r'J^r^7"tfe^ tFx 

A,£3§Jjl^^ — £L 12 1 0$ffl«t3 DMRIE-C(GIBCO-BRLttM) ^ffl^T* 
femiGenet icin (^«Jg lmg/ml, GIBCO-BRL ttlSO iz£*)M 

i:U-C®^Lfe (1212, 3) o ^©ll^^<*L 1 2 1 0«cDt§«^{±, 1 
0 %^j^J&vi (FBSs Moregate *±M) ^ I s c o v e B£^D u 1 b 
eccoJgl (IMDM) ( G I B C O - B R L*±S0 bT^ffl U 

5%COW >^ra^-*f3 7 TIC7^US^TT«;t£Si£fT o fee 
ftmm^tVTte, L 1 2 1 0iSSi:^-7'77t'l)§DBA/2Y'77 (B 

n Associated Protein (IAP) ^jKe^-^A b7c L 1 2 
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i ok ^-r h-^j ->>-c (w,mm$#.m) 2 0 0 ug/mioM&xm 

- ZCDMm&W 5X10 1 0 B mikoi^mx 3 @|±gB©^^^ 

SAMPBSt: 50{g«!U Cl©M#IR^hirLMf^^fflVNfe«a^^'» 
L 1 2 1 0$DI|&£©f£^t££FAC S can (^ h > • ^ ^^->V>ttM) 

(3^*£JTObTI$Il£fi§mb£o 

( 2 ) «ife-£r 

v|fflSa^P3-Ul C Current Topi-cs in Micro-b 
iology and Immunology, 8 1, 1 -7 ( 1 9 7 8) 
) 10%Wii (FBS, Moregatelil) ^*t§IM 

D Midlife ^T±£liU |5j^ttuBBIMDMi§ife-e^#^ ^OlxlO'i^ 

mmism sxiomt %m>hmz xnu^ *° u ^ u > ? u u -)i 4 0 

0 0 (^#Mb^±M) iaotfS [Clin. Exp. I mmuno 1 . , 4 

2, 458-462 ( 1 9 8 0) ~) izm^mmm^^tzo 

&l^T% tf £n£ife£r»£\ 1 0 % F B S 43 J:^I^«©iiWJWJ ( B 
M-Condimed HI, ^-'J>^- • T>;WAtH) £^t?IMDM 

tg±ife(c-tM^b9 efiac^i^riy- hc^±u 5%co^ >*jl^— 

4* T- 3 7 °C X ig# b o SBtHAT 3g#Ji§ite J: T>*ft«J ff^J £ ^ tf 1 0 % FB 
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mmw^m^rwimT zfc&b, m^mm^mm^ io%fbs mmmm^^ 

(3) Xd? y-->^ 

tMntegr in Associated Protin(IAP) ©jit 
fe^Mfe-^*AUfc^^^l$MHiD» (CF-1«) (JnMm-ffl^ 
fcb h I AP£fgJj|-r£L 1 2 1 0«£{tM-f &Pfl£fflb£r^yU Kills]- 

x 1 0 V^i^T-fMbl^T'tS^U ^©f£2%PLP (periodate-lysine-p 
araformaldehyde)^J;i9@^bEL I S Affl 71/- h £ff M b£ Q C1CD7U — h 

i±, 1 %B S A^fcT^T 1 E^HH^D y 3->^*U £ t>\z.wfr'&&m 

;w ?v F—-?<Dmm±m%: 50/^ 1 wib^a-e in#p B ^ >^^->> 3 > b£ 0 

7M'J 7t^7 7^-yt'7^HifeifLV^^ I gG + A + M (H 

+ L ) (if >f * v KtttO b^?UT 1 B3P^ > s > U 

S I GMA 104 substrate 0>^v#M) £§,«JK lmg/ml 
inb^TM >^ra^- is a >U tbrS'ffi^-x'-l' ^D71/- h • U— V— (Mode 
1 3550, / W # 5? y K *t®D T«bfeo 
^©f£^ ;W 7 ] ) F— v£ 2 8 8 0 ^m;i/^JSgb^©F < 3 2 0 8 9 <7i;K: 

;w k— v®mM5SfSb 1 8 7 ^x;^-*;*^ u-->^-£B§t£-e&o 

fee (stm^^bTi^ v^^igGi^. mmmtLTittfit h cd 4 

7 trt#: (77-;>^x>ttl) 3/zg/ml JI^T? 50^UiiPb^fU 

— ij — ~ >^T'E§t4M^bfc^n-->(;:^T, %M^>7$>— pCOSl 
ffl^llEmtfeCF - l«£OT£l bT, tMntegrin A 
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ssociated Protein (IAP) %$&m>T 2> C F - 1 ^ 
TOEL I SAm%?f5Z£~e, >\J~7V SififfciFfc MAPS 

;Hz:tn>TI&i4#^«>£*ifco 7 D 2 43 «fc 1 i C 8 fc'f^^Tl* 

(Ml) A^f7iJ F-^m«±M©t h IAPC^t^HiWiB^OEL'I S 



<Raw data> 


PBS 


ahCD47 


7D2 


11C8 






3//g/ml 






CFl-pCOSl 


0.185 


0.160 


0.189 


0.149 


CFl-hIAP-55-8 


0.192 


0.456 


0.568 


0.812 


<Subtracted> 


PBS 


a hCD47 


7D2 


11C8 






3/zg/ml 






Specific binding 


0.007 


0.296 


0.379 


0.663 



® H&X ^7 U - - > ^ 

U-->^I^M^bfc^P->k:-^Ts Jurkat* 

RH7 71W1X1 0 v^^©*fflJMT9 6 <i7x ;V T 1/ - h£ 100//1T-AI 
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fciU 1 0 %FBS £^£t IMDM JgJfti5 «fc ^ U — - > ^BHST? feofe^n- 
> (8 G 2 9 C 5) ©ig*_h?i£ ^ft^ti 5 10/z 1 foIiDUfeo 

^©^^iis 11C8, 7D2-E3 (7D2®t7*-^D-» , 13F1, 
- -2F1 2©4^D->^^»JhbTJiM$iJ^^EI5, 6£^bfc 0 

(4) f/if*cD#n ' " " ~" 

® 1 1 C 8, 7D2-E3, 13F1, 2F1 2 <Di%M±^lZ-D\,^T, A Ay 

"f"&:fo^ tMntegrin Associated Protein 
( I AP) *»St5 C F - 1*BU3&£ 96 >>3i;i/ru— M^ftfflbEL ISA7" 
I/— b£Mb±HS©ig#±?»£ 50>al«U ^Jjvffci: bTl±7;V* 'J7* 

SH^Ufco *CD*S*n 11C8, 7D2-E3{iIgGt$»Ds 13F1, 2F 
1 2iil gMT?feofe 0 

(2) ±HB©4^7P — >©[*] 1 1 C 8, 7 D 2 -E 3©2 ^P — >{3-o^Ts DN 
ACOWi^rit^y P — it-Y h^< h U— (FAC S c an,^ h > • 5 s -f y*>V 
>*±M) tJurkattt, H L- 6 OIBJfi*ffl^»*f Ufeo Jurkat 
«£ffl^Tfcfcl 1 C8*5«trr7D2-E3t:ov^Tx HL— 6 0«£fflOT 
t± 1 1 C 8 to^ttWbfeo 

1 2 t±7 rc ;K7} r U — Jurkat«WHL- 6 0«£^ti^*l 
4X10 x^/ 2ml TfMU 7 D 2 - E 3 £ «fctJ< 1 1 C 8 ©Jg#±^ 
& 200// 1»0U2H «0^td^ bfco fctHBi: btfck 8 G 2 Ot§* 
±vf ^|eI^M»bfeo «^tMrb-h<t!5®lRb 200xg-e«^b>y h 

lml © PBS 0. 5ml©PBST"SIibfeo ^©0.5 ml©» 
>7;Hi^bt 0.5ml ffiRN A s e (Type I -A, Sigma, St. Lo 
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uis, MO, USA, lmg/ml in PBS) *V^\ lml ©3 «> 

fb/D tr^^A (P I , Sigma, 100Ag/ml in PBS)^^ 
^bfco ?l^b/r«(±[©Fifl? 37°CT- 60 >^o-^— > a > bfc^L 

^©M3^ EI7-9, 10-1 lt^tit, 7 D 2 — E 3 Jo J; 1 1 C 8~(D 

mm±mi±, Jurkat mmi^s 1 1 c 8 <Dmm±m &h l - 6 o «^*fb 

(3) ±|B© 1 1 C 8©iS*±rS(cov^Ts t b#fll!IMIfflJ»KM 1 0 2«7 

L — 6 0«C7# h— ^X£&ClT/?PSfr£|£§}bfco 

-T&fo^ 2i)iJl/©Lab-Tek Chamber Slide 
^ ^>^-t^at;i/ttS) tKMl 0 2iMftatsub-co 

nf luentffl»U d©±^ lx 1 0 s fi©HL-6 0«^f«b^J 
1 B*S*U ^©f£}g*bT<^&VMlL — 6 0^fflflg^|^Ab[5lll#t3±HB©tg*± 
vS^gHvlJg-t: 1 0°/ot*5<t^(:iiOb2 BP^i«bfco igitf^ 1 
0 %^;i/^'J >l?@^bs TUNELS (ApopTag Plus (Onco 
r*±M) ) £<fc f)7^ h— >X££3dbT^3HL — 6 0«£f&ffib£o ^£© 
El 1 2 , 13 IZt^TWHZ 1 1 C 8 ©tg#±mTtts ;W© tMAPtM 
Jfob&WW K— T^D — >©f£#±M9 C 5(Cjt^r^ h — S/X^^-^T 
t^SHL — 6 0«©^t(i±iJ!]nbTV^?.Ci:*s||^^tifeo 
( 5 ) frtftOll 

I gG^14tS7D2-E 3&<fc?/ 1 1 C8ffl^n->©iMs it 
^W/'n^^Wb^BALB/c/AnNCr jY>7^ (cT 1 , B 
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|!0 tiiU PBS Ww^ynftSi) 7!?i#fbSD S-PAGE^;:J;^v^*> 
Kc«i3 , .£ ; ^T-^fco 1*11 4^^-r^'^<s WdO-v-^X IgG (Ji^Mtm) 
%MmtVTmnfaW}%ft5£, 7D2-E 3:}3J;T>*1 1 C8©^n->©I g 

±I3©H»J^43V>T(^ JS^ifiJSiCfc Its fuIBt Mntegrin As 
sociated Protein (IAP) ^BJJI^SL 12 1 0«££6ffl 
b£*il^:o^T$l^bfc:fr\ {t©b h I AP%9mtZffll&$>2>^l±t MA 

S^B^CD^y ^ D— ^l/trC^CDifCfc. Mntegrin Associate 
d Protein (IAP) trtMi4tS^W7*U h*-vlt DBA^>) 

xjj$«i:vr>x • ^^d-v«^p 3-u i ^mmmtLr^m^titzmm 

1 EL J-rtl APtfuffc (v>XM7*iJ K — v 11C8-F8 (11 C8©t7* 
Pu->) , MABL - 1 htft&bfc) „ SfE#-^FERM BP - 6 10 0, 
^IAPJfi#; (Ty^^^^iJF-T 7D2-E3 (7D20Wn-» , 
MABL-2^bfe) , §:fE#-^FERM-BP- 6 1 0 1 bTHPHtSat 
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nMM2 (MABL-K MABL - 2»^^7^^) 
±"T?*#£ft;feMAB L- 1> Si^MABL- 2 iKfo(DV 7 ? ^ X %> 
- 100ng/ml tills bfcMA BL - K & .ttfMA B L - 2 intffc 500// 1 

I SOTYPING KIT( STRATAGENE *t®0 ^ * # y h b £ t Z. 3 N M A B L - 1 tt'I g 
GK *-£&»K MABL-2liIgG2a, * T?& S£ fcASBJ^frfc&ofco 

^»J3 (tMAPWtStbMM) 

t h IAP^It5KCD4 7£tl#: ( rfJl£n D n£{£ffl bfe) Tf#it hfiii 

CD 4 7 fclRl— ^ftT^SCl hfr£>(Biochem. J. ,304, 525-530,1994), 

±HBO^*^tfflt>fco IfflilStfct bT tt, JurkatiR HL-60I 
SSs K5 6 21E ARH7 7IR Rajifc CMKiM^feo * 
fck 2x10 U JnC D 4 7 JfittttSlliaftT? 5 jul g/ml T*« 

Gliri;#: (if-M^httM) £{£fflb£o 7D-t^ h'J-©ISm Ell 

5 (HL-6 0) %.Z?mi 6 (Jurkat) Izfr^ti, ^^©ifM** I A 

(in vitrofffl?*'h-^») 
( 1 ) t MAP £?tfE^#Abfc L 1 2 1 0 ffljjgs Jurkat H L - 

6 0Mm%mi\ MABL- l&£XfMABL-2tn.fo(DTtfh--*sXMMi / £m 
£Annexin-V U >U— TWW MiM) (3 J; D t&Il b fc o Ann 
ex i n-V(c£&»f©^JIt£l2] 1 7~2 2 Ic^ti^ti^bfco d^TEcte 
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mitm^mm^to tm&ttmtis-c-wxi gG (f^^iti) s ma 

BL - lO^g/ml X'@i% U t h I AP£3tf:s^$Ab 

feL 12 10 4x10 3 flS|©,«-£ 7 2 mm, Jurkat Mm~£l± 

6x10 4 f@©«T-4 8mmJ >^ra^- h bfcf^ Annex in-VCJ; 
DPlfbfeo ^©M^s Ell 7~2 2t^tlDv «^6iifco 
HL-60«T(i, MABL-lS10/zg/ml«U 1x10 5 lO« 
TAnnex-VCi!) fi¥«f Us ITO £ tfKto £ ft fc o 
(2) F abfbb^MAB L- 2^iz-^^Ts b h I A P £?tfK^#A bfc L 

1 2 1 ommfctt-f&m h-i'Xim^ftitbfeo -r&fc>*K t map 

^IfefiAbfcL 12 1 0«4x 1 0 3 fEI-e±g#bs trittfci: F a Mb b 
MABL- 2^cttfWIJ:l/T IgG^l 0 /zg/ml "Steffi U 

7 2»>^-Mfei> Annexin-V«Lfeo ^©HgJUfciu 
£bl^*llfS^#K«>e>tt;fe (123, 024) o MABL-2»Fab'(b(t 
ifi#&>V1>f> (f7X|il) «bSMbfe*©^HCttb/:o Fabft 

5) o 

H5fe#'J 5 ( i n vivo * h — 5/ * ©IMt) 
(1) MALB- l:fc«fctMALB-2 (Whole IgG) (3 J; § m$) 
h h IAP§WSKPMM2« (t h ^xp- TiffflMO ^SCIDT-) 

OBICMABL- 143cttJ f MABL-2 (Whole IgG) 
%^tl?tl 5 /ig/head, 5 0 //g/head (n= 5 ) ^#@flrt^bs KPM 
M2«2 8 H@tcjfo* I gGlS^E L I SAttl^bfe^ fltfcbfc 
CfctfStiR&ftfco 3£££#JtBIS£"0^-t&tfti*bfco MABL- 
l:}3<fctfMABL-2£0!lgbfeS¥Ti«k Jfo^fc h I g GMSt^o^Tttgl^ 

up^j^^n^a^^s^bfe (03 0) o $e>tc^?5£»ira%ffi*t:iESbfe 

iJi^S (EI2 6) o 
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(2) MALB- l^iVMALB- 2 (F (ab' ) 2) fc«fcS2SB» 
MALB- liJit^MALB- 2 £ ^> > J; D^bb7"Dr^ >Afc«fc 
!>*$SS (fc°^#®0 b£F (ab' ) 2&JBl\ FcM^bfeW^ 
' ffl S t fef Ipai^ tit b fco -f^t)^ tHAP«t§KPMM 
2fflHJ& (t h ^n— vfflUISI*) ^SCID7^X«tU F (ab' ) 2?b 
LfcMABL - 1 ^IfMAB L - 2 © 1 0 0 /zg/head 6 
B In lOBits 1 0£J;£/3 0//g/head^g|Ti£&-^6, 8, 100 

(Ei2 7) o ^mmiz-D^ri)^m.m9 oB^^mhtco ^<D^m 

MABL- 143J:0 : MABL-2^ML/rl¥-ett, Jfiltft h I gG?lJg«lA 

Ifibfeih^b*^ (H2 8) o F (ab' ) 2ft bfcM AB L - 1 Jft 

ftk SVMABL-2Jft#©SDS*^|&^|StSia2 9 fcjjVTo 

*^H|© : Ey' £ d— ^l/iftffctdu tKntegr in Associate 
d Protein^fi5tgIt5»ifeDx tMntegrin A 
ssociated Protei n&GT&ti&JfnWflmt.'rX h — ^>X£5I 
g&ZLi'ijiB'efo&o $£-?X, hhlntegrin Associated 
P r o t e i n£*l$KtoCR»T3!n;#fcb-t\ £ti£>£§$S'k |qtt£-r5£>fcW 
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1. Integrin Associated Protein (IAP) S 
M^^M^M^MU^T^Y — iyT, (apoptosis) ^llStl)^^ 9 D 

2. Integrin Associated Protein (IAP) I 
Gir&£&MffifflMfo7i$h — i'X (apoptosis) ^tl.t/^D 

6. sS^xi4©t)M* s ^^^n-^;i/m#:»T)ts ^7*- h\ fS^^tlTfe 
5 d & "T £ tri 6 lMv$##J o 
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m m & 

SEQUENCE LISTING 
<110>CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120>Monoclonal antibody inducing apoptosis 

<130>CGS98-03PCT 

<160>2 

<210>1 

<211>26 

<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>PCR primer 
<400>1 

GCAAGCTTAT GTGGCCCCTG GTAGCG 26 

<210>2 

<211>26 

<212>DNA 
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<213>Artif icial Sequence 
<220> 

5 <230>PCR primer 
<400>2 

GCGGCCGCTC AGTTATTCCT AGGAGG 26 
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